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Sir: 



I, Hongwei Zhang, Ph.D., hereby declare that: 
1. I received a Ph.D. degree from the Institute of Medical Science at the University of 
Toronto in 2002, and a Master of Science degree from the Department of Immunology at 
the University of Toronto in 1995. In addition I received my Medical Degree from the 
University of Medical Sciences in Changchun China in 1989 and practiced as a staff 
physician for 4 years in Beijing prior to commencing my post graduate studies. I currently 
hold the position of Director of Biomarker Development at GeneNews Corporation 
(formerly ChondroGene Ltd., the Assignee of the application). 

I am a trained molecular biologist experienced in developing methods to identify 
biomarkers which are indicative of a disease or condition, and in developing methods of 
using these biomarkers and products thereof as applied in the area of bladder cancer, 
amongst other conditions. 
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2. I have read the non-final Office Action mailed May 11, 2007 in the above- 
referenced patent application. 



In providing grounds for rejection of claims iinder 35 U.S.C. § 1 12(1), the Examiner 
asserts at page 8 of the Office Action: "// is not known under what circumstances the result 
observed in the instantly examined control and test populations would be repeatable, as the 
results have not been validated.^'' 

3. As a scientist skilled in the area of molecular biomarker identification, I submit that 
post-filing validation experiments performed by the Assignee of the present application 
using both quantitative RT-PCR (QRT-PCR), an alternate technology relative to microarray 
analysis employed in the experiments disclosed at Example 19 of the specification, as well 
as an independent cohort of control and disease subjects relative to those employed in the 
experiments disclosed at Example 19 of the specification, have shown that RNA encoded 
by the gene TNFRSF7 is present at statistically lower levels in blood of subjects having 
bladder cancer relative to healthy control subjects. 



Levels of TNFRSF7 expression in blood are statisticallv lower in bladder cancer patients 
versus healthy control subjects - validation of TNFRSF7 as biomarker of bladder cancer in 
blood via an alternate technology (quantitative RT-PCR) using an independent cohort 

Attached as Exhibit "A" to this Declaration are results from post-filing experiments 
performed by the Assignee of the present application in which levels of TNFRSF7-encoded 
RNA in blood were found to be statistically lower in subjects having bladder cancer relative 
to healthy control subjects, as determined via an altemate technology relative to the 
microarray analysis employed in the experiments disclosed at Example 19 of the 
specification, i.e. via QRT-PCR analysis, and via an independent cohort of control and 
disease subjects relative to that described at Example 19 of the specification. As shown in 
Tables 1 and 2 of Exhibit "A", the average level of TNFRSF7-encoded RNA in blood 
samples from 22 bladder cancer patients, as determined via raw Ct values obtained from 
QRT-PCR analysis, was foxmd to be 0.316-fold that of 18 healthy control subjects tested 



(i.e. 3.2-fold lower), with the difference in expression levels being statistically significant 
(p = 0.041). Quantitative RT-PCR analysis was performed essentially as described in 
Osman et aL^ of record. 

In view of the above, I submit that the specification enables one of skill in the art to 
practice the claimed methods. 



5. I hereby declare that all statements made herein of my own knowledge are true, and 
that all statements made on information and belief are believed to be true; and further, that 
these statements were made with the knowledge that wilful, false statements and the like so 
made are punishable by fine or imprisormient, or both, under Section 1001 of Title 18 of 
the United States Code, and that such wilful false statements may jeopardize the validity of 
the application or any patent issuing thereon. 



Hongwei Zhang, Ph.D. 




Date W]-/^^ ^ 



EXHIBIT "A" 



TABLE 1. Quantitative RT-PCR analysis of TNFRSF7-encoded RNA levels in blood of bladder cancer 
patients vs healthy control subjects. 



Experimental 


Sample ID 


Relative level of 


group 




TNFRSF7-encoded RNA 




(raw Ct) 


Healthy control 


HZ0091 


24.95 


HZ0112 


23.5 




IO057p 


23.98 




IO069P 


24.035 




IO070P 


24.115 




IO071P 


23.965 




IO072p 


25.185 




IO073P 


23.955 




N25C 


22.995 




N74P 


24.155 




N75P 


11.82 




N77P 


23.41 




N80AP 


24.115 




N81AP 


23.635 




PN0226 


24 




PN0241 


23.03 




PN0246 


23.825 




PN0268 


25.21 


Bladder cancer 


IO004P 


26.735 




lOOlOP 


25.885 




lOOllP 


27.555 




IO013P 


27.95 




IO014P 


24.89 




IO015P 


24.85 




IO022P 


26.275 




1O051P 


23.95 




IO088P 


24.34 




IO092P 


24.075 




IO094P 


25.02 




1O104BP 


23.95 




PN0037 


24.345 




PN0057 


24.44 




PN0144 


25.11 




PN0159 


24.14 




PN0198 


24.315 




. PN0255 


24,63 




PN0278 


23.43 




PN0284 


23.38 




PN0288 


24.085 




PN0293 


23.935 



EXfflBIT "A" 



TABLE 1. Quantitative RT-PCR analysis of TNFRSF7-encoded RNA levels in blood of bladder cancer 
patients vs healthy control subjects. 
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group 
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TABLE 2. Analysis of QRT-PCR data of Table 1, above, for bladder cancer detection. 



Average level of TNFRSF7 

expression in blood (raw Ct) 


healthy control subjects 


23.22 


bladder cancer patients 


24.88 


Average differential TNFRSF7 expression in blood (bladder cancer patients/control subjects) 


0.316 


p-value 


0.041 



